Supplemental Experimental Procedures Bacterial Methods
For experiments measuring fluorescence of an hspX-GFP reporter, M.
tuberculosis Erdman was transformed with a plasmid generously provided by Kathleen McDonough (Purkayastha et al., 2002) . All strains were cultured in 7H9 medium containing 0.05% Tween 80 as described. Bacteria were prepared for mouse and macrophage infections as described previously (Stanley et al., 2003) .
For in vitro experiments, bacteria were grown to late log phase, diluted into fresh 7H9 medium with 0.05% Tween and aliquoted into roller bottles.
For microarray analysis of mouse genes from infected macrophages 2.5x10 6 macrophages were infected at a multiplicity of infection (MOI) of 10:1 in a 10-cm dish in medium containing 10% horse serum and 90% DMEM for 2 h, after which time the cells were washed and fresh medium added. RNA was prepared at defined time points using the RNeasy kit. For array analysis, total RNA was amplified using MessageAmp II (Ambion) reactions in which amino-allyl dUTP is incorporated during transcription. Four micrograms of amplified RNA from each sample was labeled with the fluorophore Cy5 (GE Healthcare) by coupling to the amino-allyl dUTP as previously described (25), and hybridized against 4 µg of a pooled sample consisting of a pool of the experimental RNA samples labeled with Cy3 (GE Healthcare) on a Mouse Exonic Evidence-Based Oligonucleotide (MEEBO) array (Illumina). Hybridizations were conducted for 24 h at 63°C.
Arrays were washed for 1 min each in the following wash buffers: 2X SSC plus 0.03% SDS at 60°C, 1X SSC at room temperature, and 0.2X SSC at room temperature. Arrays were scanned using a GenePix 4000B scanner and GenePix PRO version 4.1 (Axon Instruments/Molecular Devices). Arrays were analyzed using the Acuity 4.0 Enterprise Microarray Informatics Software (Molecular Devices).
Immunohistochemistry
BALB/c mice were infected through the lateral tail vein with 10 6 CFU M. 
Transcriptional profiling of M. tuberculosis in vitro
M. tuberculosis grown in roller bottles was exposed to CO gas (Airgas) in the headspace or DETA-NO (Cayman Chemicals) in the growth media. Untreated M.
tuberculosis was used as control. Bacteria were pelleted and lysed by beadbeating in Trizol, and RNA isolated. RNA (5 µg) was reverse transcribed into cDNA containing amino-allyl dUTP, and cDNA conjugated to CyDye (Amersham). Treated and untreated cDNA samples were mixed and used in a competitive hybridization on M. tuberculosis microarrays (Operon Technologies).
Arrays were scanned using a GenePix 4000B scanner and GenePix PRO version 6.0, and data analyzed using Acuity 4.0 Enterprise Microarray Informatics Software (Molecular Devices). Statistically significant differences in gene expression were determined using the Statistical Analysis of Microarrays software tool (SAM) version 2.23A with a false discovery rate of 1%.
Mice and Macrophages
RAW 264.7 macrophages were from ATCC (Mnassas, VA). BALB/c, C57BL/6, NOS2 -/- (Laubach et al., 1995) 
Transcriptional profiling of M. tuberculosis growing with macrophages
M. tuberculosis RNA from inside macrophages was isolated according to a method described by Schnappinger, et al. (Schnappinger et al., 2003) . Briefly, 
Statistical Analysis
For quantitative PCR experiments, one-way analysis of variance was performed to determine overall significance, followed by the Bonferroni multiple comparison test to compare individual means using GraphPad InStat Software (Graphpad Software, Inc., San Diego, CA). For microarrays, statistically significant differences in gene expression were determined using the Statistical Analysis of Microarrays software tool (SAM) version 2.23A with a false discovery rate of 1%. Figure S1 . Control staining of mouse tissues infected with MTB. BALB/c mice were infected by IV injection with 10 6 MTB, and organs harvested after 10 days. Tissue was fixed in formalin, embedded in paraffin and 5 µm sections made. Lung (A, C) and liver (B, D) sections were incubated with biotinylated goat anti-rabbit antibody only and DAB staining (A, B) or with rabbit anti-HO-1 antibodies followed by biotinylated goat anti-rabbit antibody and DAB staining (C, D). (E) Lung tissue from uninfected mice was stained for HO-1 as above. In sections A-E cells were counterstained with hematoxylin. (F) Liver sections from infected mice were stained for acid fast bacilli (AFB) using a modified Kinyoun technique. Arrows indicate AFB. Scale bar = 50 µm. Figure S2 . Treatment of MTB with high concentrations of CO induces the dormancy regulon. MTB growing in vitro were exposed to 16 (20000 ppm) or 160 µM (200,000 ppm) of CO or 50 µM DETANO for 60 minutes, RNA harvested and gene expression determined by microarray analysis as described in Fig. 2A . Green and red spots indicate a gene whose transcription is repressed or induced at least 2-fold relative to untreated samples in at least 2 arrays. Scale bar indicates the mean of the log ratio (635/532). Operons are shown in alternating white and grey bars. HP = hypothetical protein, CHP = conserved hypothetical protein. Representative of three experiments. Figure S3 . Treatment of MTB with iron or biliverdin does not induce the dormancy response. MTB growing in vitro were exposed to 10 or 100 µM of CO, FeSO 4 or biliverdin for 24 hours, RNA harvested and gene expression determined by microarray analysis as described in Fig. 2A . Green and red spots indicate a gene whose transcription is repressed or induced at least 2-fold relative to untreated samples in at least 2 arrays. Scale bar indicates the mean of the log ratio (635/532). Representative of two experiments. A. RAW 264.7 mouse macrophages were infected with MTB in the presence (+) or absence (-) of a chemical HO-1 inhibitor tin protoporphyrin (SnPP). Twentyfour hours after infection, macrophages were lysed and bacteria pelleted. RNA was then isolated and amplified into antisense RNA using Ambion Bacterial Message AMP II reactions. Samples were labeled with Cy5 and aRNA from MTB grown in vitro was labeled with Cy3. Cy5-labeled samples were mixed with the Cy3-labeled samples and hybridized against MTB microarrays (Operon Technologies). The probes were each hybridized to two separate MTB microarrays that were then averaged. Arrays were analyzed using Acuity Microarray Software and . Scale bar indicates the mean of the log ratio (635/532). Shown are the genes of the dormancy regulon that are regulated more than 2-fold compared to MTB grown in vitro. B. RAW macrophages were infected as described above, and HO-1 detected by western blotting after 24h of infection. 
